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YAMASAKI et al 
Appl. No. 10/084,615 
May 20, 2004 

REMARKS 

The specification has been amended above to include a cross-reference of the 
parent applications. No new matter has been added. 

The applicants elect the subject matter the Examiner's Group III for further 
prosecution of the above. With regard to the species election requirements the 
applicants elect the structure of SEQ ID NO:1 recited in item (b) of claim 24. With 
regard to the Examiner's comment relating to substitutions of the amino acids, the 
applicants elect SEQ ID NO:1 perse having no substitutions. As for the polyalkylene 
derivative which modifies the polypeptide, the applicants elect the polyalkylene 
derivative having a structure of the formula (I) recited in item (a) of claim 29. 

The specification has been amended above to include the attached paper copy 
of the Sequence Listing which is the same as the paper and computer readable copies 
of the Sequence Listing filed in the parent application Serial No. 08/696,988. The Office 
is requested to use the computer readable copy of the Sequence Listing filed in the 
parent application Serial No. 08/696,988, for the present application. A separate 
Request to this effect is attached. No new matter has been added. 

Also attached are copies of Declarations, both executed and unexecuted, by 
Motoo Yamasaki, filed in the parent application Serial No. 08/696,988, for 
completeness. The executed Declarations are dated May 26, 1999, and August 28, 
1998. 

Also attached are copies of Tables 1 and 2 (two pages), which were submitted 
with the Amendment of February 4, 2000, in the parent application Serial No. 
08/696,988. 
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YAMASAKI et al 
Appl. No. 10/084,615 
May 20, 2004 

A copy of the Declaration relating to the deposit of biological materials filed in the 
parent application Serial No. 08/696,988, along with a copy of the deposit receipt are 
also attached. 

The Examiner in the parent application Serial No. 08/696,988, confirmed receipt 
of the certified copy of the priority document in, for example, the Notice of Allowability, 
dated October 25, 2000. The present Examiner is requested to confirm the same in this 
application. 

Attached is a Request for a Corrected Filing Receipt which will properly indicate 
that the parent PCT application is a domestic priority claim, as the parent application is 
a 371 U.S. National Phase of a PCT application, as opposed to being a foreign priority 
claim. Return of a Corrected Filing Receipt is requested. 

Return of an initialed copies of the three (3) PTO-1449 Forms previously filed, 
pursuant to MPEP § 609, is requested in the Examiner's next communication. 
Moreover, return of the attached PTO-1449 Form, which lists Abstracts cited by the 
Examiner in the parent application in an Office Action dated November 23, 1998, copies 
of which are attached hereto, is requested, pursuant to MPEP § 609. 

The claims have been amended to rewrite claim 24 as an independent claim. 

The applicants note that, of the elected claims, claims 24 and 28-33 read on both 
elected species. 

An early and favorable Action on the merits of the claimed invention is requested. 
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Respectfully submitted, 
NIXON & VANDERHYE P.C. 



By: 




Reg. No. 36,663 

BJS:pp 

1 100 North Glebe Road, 8th Floor 
Arlington, VA 22201-4714 
Telephone: (703) 816-4000 
Facsimile: (703) 816-4100 
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IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 



In re Patent Application of 

YAMASAK3 et al 

Serial No. 08/696,988 

Filed: August 16, 1996 

For: PLATELET PRODUCTION 
PROMOTING AGENT 



Atty Ref. 

Group: 

Examiner: 



249-88 



2 MAY 2 0 20M 



-5 



****************** 



Honorable Commissioner of Patents and 

Trademarks 

Washington, DC 20231 



DECLARATION RE: DEPOSITED 
BIOLOGICAL MATERIALS 

Sir: 

As an authorized representative and on the instructions of Kyowa Hakko Kogyo Co., 
Ltd. of Tokyo, Japan, the assignee of the U.S. patent application identified above, I hereby 
declare that: 



• Kyowa Hakko Kogyo Co., Ltd. is also the depositor and owner of the Escherichia coli 
ECfBD28 accession number FERM BP- 1479 deposited September 18, 1987, identified 
and referred to in the specification at page 32 of this application and on the attached 
deposit receipt, international form, deposited under the terms of the Budapest Treaty. 

• The deposit of biological material identified above was made at the Fermentation 
Research Institute of the Agency of Industrial Science and Technology, 1-3, Higashi 1- 
chome, Yatabe-machi Tsukaba-shi, Ibaraki 305 Japan and was-deposited and accepted 
under the terms of the Budapest Treaty on the International Recognition of the Deposit of 
Microorganisms for the Purposes of Patent Procedure and therefore the filing of a 
viability statement is unnecessary (37 CFR 1.807(b)). 



• This deposit will be maintained for a period of 30 years from the date of deposit or for 
the enforceable life of any patent issuing from this application or for a period of 5 years 
after the date of the most recent request for the furnishing of a sample of the deposited 
material, whichever is longest. 

• The deposit will be replaced should it become contaminated or no longer viable. 

• Subject to 37 CFR 1.808(b), all restrictions imposed by the depositor on the availability 
to the public of the deposited material will be irrevocably removed upon the granting of 
the patent. 

• Access to the deposited material is permitted during the pendency of the above-identified 
patent application to one determined by the Commissioner of Patents and Trademarks to 
be so entitled under 37 CFR §1.14 and 35 USC §122. 

I further declare that all statements made herein of my own knowledge are true and that 
all statements made on information and belief are believed to be true; and further that these 
statements were made with the knowledge that willful false statements and the like so made are 
punishable by fine or imprisonment, or both, under Section 101 of Title 18 of the United States 
Code and that such willful false statements may jeopardize the validity of the application or any 
patent issuing thereon. 
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PATENT APPLICATION 
IK THE UNITED STATES PATENT AND TRADEMARK OFFICE 
In re application of 
Mo too Yamaaaki at ml. 

Appln. No.: 08/696,988 Oroup Art Unit: 1654 

Filed: August 16, 1998 Examiner: Delaney, R 

For: PLATELET PRODUCTION PROMOTING AGENT 

DECLARATION UNDER 37 C.F.R. §1.132 

Honorable Commissioner of Patents 

and Trademarks 
Washington, D.C. 20231 

Sir/Madam: 

I, Mo too Yamaaaki, do declare and state that: 
I graduated from Tokyo Instituted of Technology 
in March, 1978, finished postgraduated Master course of 
Tokyo Institute of Technology in March, 1980 and have 
been employed since April, 1980 by Kyowa Hakko Kogyo Co., 
Ltd., the assignee of the above-identified application. 
I worked at Tokyo Research Laboratories of the company in 
JXily, 1980. 

I studied at National Cardiovascular Center 
Research Institute from April, 1990 to July, 1991. 

I am a co-inventor of the above- identified patent 
application and am familiar with the Office Action dated 
February 24, 1998 in the above- identified application. 

In order to demonstrate the superiority of the 
present invention, the following comparative 




U.S. APPLICATION NO. 08/696,988 PATENT APPLICATION 

DECLARATION UNDER 37 C.P.R. SI. 132 

experimentation was conducted by me or under my direct 
supervision. 

EXPERIMENTATION 
Influences of hG-CSF and chemically modified hG-CSF on 
the recovery of reduced platelets in total-body 
irradiating mice 
1. Experimentation method 

Experimentation was carried out according to 
Experimental example 2 in the present specification as 
follows . 

Total-body irradiation (39y/mouse) was carried 
out for 5 male BALB/o mice (10 weeks of age) by using an 
X-ray irradiation apparatus (MBR-1520, Hitachi Medical 
Corporation, Tokyo) . 

The day after irradiation, intact-hG-CSP or 
chemically modified hG-CSF prepared by using the 
following chemical modifier (average molecular weight: 
about 20,000) according to Reference example 19 in the 
present specification was administered subcutaneously at 
a single dose of 0 to I ng P«r mouse. PEG-modified G-CSF 
which was considered by the Examiner to be equivalent to 
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DECLARATION UNDER 37 C.F.R. §1.132 



SM-modified G-CSF was used as the chemically modified G- 
CSF. Water and feed were available ad libitum. 



Blood was sequentially collected from the murine 
vein of oyeground, and the peripheral platelet count was 
determined using an automatic cell counter (F-820, TOA 
MEDICAL ELECTRONICS CO. , LTD. , Kobe) . 

2. Results 

The results are shown in Pig. l as attached 
herewith. The results of mice to which hG-CSF was 
administered are shown by * and — | — . The results of 
mice to which the chemically modified hO-CSF was 
administered are shown by ■ and — *— . The results of 
mice untreated was shown by » . 



platelet count was apparently decreased, and became the 




0 



In the mice to which hQ-CSF or the chemically 
modified hG-CSF was not administered, the peripheral 
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DECLARATION UNDER 37 C.P.R. 51.132 

minimum on the ninth day. After than, it was gradually 
recovered. 

In the mica to which the chemically modified hO- 
CSF was administered, the peripheral platelet count was 
apparently recovered. On the other hand, in the mice to 
which hG-cSF was administered, such recovering affect 
could not be recognised. 

The results show that, although O-CSP has no 
platelet production promoting affect, chemically modified 
G-CSP has platelet production promoting effect. That is, 
the present invention can provide unexpected results. 
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DECLARATION UNDER 37 C.P.R. SI. 132 

I declare further that all statement a mads herein 
of my own knowledge ar« true and that all statements made 
or information and belief are believed to be true; and 
further that these statements were made with the 
knowledge that willful false statements and the like so 
made are punishable by fine or imprisonment, or both, 
under Section 1001 of Title 18 of the United States Code 
and that such willful false statements may jeopardise the 
validity of the application or any patent issuing thereon. 

Date : Name 

Mo too YamaaaJci 
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PATENT APPLICATION 
IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 
In re application of 
Mo too Yamasaki et al. 

Appln. No.: 08/696,988 Group Art Unit: 1654 

Filed: August 16, 1998 Examiner: Delaney, R 

For: PLATELET PRODUCTION PROMOTING AGENT 

SECOND DECLARATION UNDER 37 C.F.R. §1.132 

Assistant Commissioner for Patents 
Washington , D . C . 20231 

Sir /Madam: 

I, Mo too Yamasaki, do declare and state that: 

I am the same Mo too Yamasaki, who executed in the 

previous Declaration on August 28 , 1998. 

In order to demonstrate the superiority of the 

present invention, the following comparative 

experimentation was conducted by me or under my direct 

supervision . 

EXPERIMENTATION 
1* Preparation of SM-modified hG-CSF 

To 2 mL of a human granulocyte colony stimulating 
factor (referred to as hG-SCF) solution which had been 
adjusted to 4 mg/mL with a 0.5 M aqueous sodium 
bicarbonate solution containing 0.1% Tween 80, 0.5 xnL of 
a dimethyl sulfoxide solution containing 8.1 mg of 
poly (styrene-maleic anhydride) (SM) (SMA2625 type; 
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DECLARATION UNDER 37 C.F.R. §1.132 

average molecular weight: 1,900) was added and allowed to 
react at 4°C for 24 hours. The resultant mixture was 
centrifuged at 15 , 000 rpm for 20 minutes, and the 
supernatant was purified by an ion-exchange column using 
Q-Sepharose Fast Flow resin (Amersham-Fharmacia Biotech, 
resin amount: 1.5 mL) . The fraction containing no 
unmodified hG-SCF and unreacted SM was collected to 
obtain 3 mL of a 1.75 mg/mL SM-hG-CSF solution (yield: 
66%) . 

2 . Preparation of SM-raodified hG-CSF derivative 

To 2 mL of an hG-SCF derivative (prepared in 
Reference Example 3 of the present specification) 
solution which had been adjusted to 4 mg/mL with a 0.5 M 
aqueous sodium bicarbonate solution containing 0.1% Tween 
80 , 0 . 5 mL of a dimethylsulf oxide solution containing 8 . 1 
mg of poly (styrene-maleic anhydride) (SM) (SMA2625 type; 
average molecular weight: 1,900) was added and allowed to 
feacfc *t | P C for 24 hours. The resultant mixture was 
p»nfcFi*Ugec| at 15,000 rpm for 20 minutes, and the 
supernatant was purified by an ion-exchange column using 
Q-Sepharose Fast Flow resin (Amer sham-Pharmacia Biotech, 
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U.S. APPLICATION NO. 08/696,988 PATENT APPLICATION 

DECLARATION UNDER 37 C.F.R. §1.132 

resin amount: 1.5 mL) . The fraction containing no 
unmodified hG-SCF derivative and unreacted SM was 
collected to obtain 3 mL of a 1.26 mg/mL SM-hG-CSF 
solution (yield: 47%) . 

3. Platelet Production promoting effect 

X-ray irradiation of 300 roentgens was carried 
out for male BALB/c mice (7 weeks of age, purchased from 
Charles River Japan Inc.) by using an X-ray irradiation 
apparatus (MBR-1520, produced by Hitachi Medical 
Corporation) . Then, the above SM-hG-CSF or SM-hG-CSF 
derivative was diluted with physiological saline, and was 
injected subcutaneously into the X-ray irradiated mouse. 
A few days after the injection, blood was sequentially 
collected from the murine vein of eyeground, and the 
platelet count was determined using an automatic cell 
counter, The platelet count of mouse was determined 
prior to the X-ray injection as a control. The change of 
the platelet count was calculated as a ratio (%) to the 
control. Also, the experiment was carried out using 5 
mice per group, and an average was used. 

The results are shown in Table 1 below. 
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PATENT APPLICATION 



TABLE 1 

Platelet production promotion effect 
in X-ray irradiated mouse 



Sample 


Dose (uo;) 


Day after the 
irradiation (Days) 


Mean platelet 
count (%) 


Untreated 




11 


36.8 


SM-hG-CSF 


1 


11 


45. 6 


SM-hG-CSF 
derivative 


0.2 


11 


39.9 


Untreated 




7 


40. 9 


SM-hG-CSF 


1 


7 


48.2 


SM-hG-CSF 
derivative 


0.2 


7 


47.8 



Platelet production promotion effect was 
confirmed in both the SM-modified hG-CSF and the SM- 
pedified hG-CSF derivative. 
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U.S. APPLICATION NO. 08/696,988 PATENT APPLICATION 

DECLARATION UNDER 37 C.F.R. §1.132 

I declare further that all statements made herein 
of my own knowledge are true and that all statements made 
on information and belief are believed to be true; and 
further that these statements were made with the 
knowledge that willful false statements and the like so 
made are punishable by fine or imprisonment, or both, 
under Section 1001 of Title 18 of the United States Code 
and that such willful false statements may jeopardize the 
validity of the application or any patent issuing thereon. 

Motoo Yamasaki 



5 - 



99- 5-22; 3 : 53 ?M ; MG3 Sftg N 1 XON ;0 2 5 5 6 1 3 9 5 5 # 2/ 6 




PATENT APPLICATION 
IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 
In re application of 
Mo too Yamasaki et al. 

Appln. No.: 08/696,988 Group Art Unit: 1654 

Filed: August 16, 1998 Examiner: Delaney, R 

For: PLATELET PRODUCTION PROMOTING AGENT 

SECOND DECLARATION UNDER 37 C.F.R. §1.132 

Assistant Connni ssioner for Patents 
Washington, D.C. 20231 

Sir /Madam: 

I, Mo too Yamasaki, do declare and state that: 

I am the same Mo too Yamasaki, who executed in the 

previous Declaration on August 28, 1998. 

In order to demonstrate the superiority of the 

present invention, the following comparative 

experimentation was conducted by me or under my direct 

supervision . 

EXPERIMENTATION 
1. Preparation of SM-modified hG-CSF 

To 2 mL of a human granulocyte colony stimulating 
factor (referred to as hG-SCF) solution which had been 
adjusted to 4 mg/mL with a 0.5 M aqueous sodium 
bicarbonate solution containing 0.1% Tween 80, 0.5 mL of 
a dimethylsulf oxide solution containing 8 . 1 mg of 
poly (sty rene-maleic anhydride) (SM) (SMA2625 type; 
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DECLARATION UNDER 37 C.F.R. §1.132 

average molecular weight: 1,900) was added and allowed to 
react at 4°C for 24 hours- The resultant mixture was 
centrifuged at 15,000 rpm for 20 minutes, and the 
supernatant was purified by an ion-exchange column using 
Q-Sepharose Fast Flow resin (Amersham-Pharmacia Biotech, 
resin amount: 1.5 mL) . The fraction containing no 
unmodified hG-SCF and unreacted SM was collected to 
obtain 3 aL of a 1.75 mg/mL SM-hG-CSF solution (yield: 
66%) . 

2 . Preparation of SM-modif ied hG-CSF derivative 

To 2 mL of an hG-SCF derivative (prepared in 
Reference Example 3 of the present specification) 
solution which had been adjusted to 4 mg/mL with a 0.5 M 
aqueous sodium bicarbonate solution containing 0 . 1% Tween 
80, 0.5 mL of a dime thylsulf oxide solution containing 8.1 
mg of poly (styrene-maleic anhydride) (SM) (SMA2625 type; 
average molecular weight: 1,900) was added and allowed to 
react at 4°C for 24 hours. The resultant mixture was 
centrifuged at 15,000 rpm for 20 minutes, and the 
supernatant was purified by an ion-exchange column using 
Q-Sepharose Fast Flow resin (Amersham-Pharmacia Biotech, 
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U.S. APPLICATION NO. 08/696,988 PATENT APPLICATION 

DECLARATION UNDER 37 C.F.R. §1.132 

resin amount: 1.5 mL) . The fraction containing no 
unmodified hG-SCF derivative and unreacted SM was 
collected to obtain 3 mL of a 1.26 mg/mL SM-hG-CSF 
solution (yield: 47%) . 

3. Platelet Production promoting effect 

X-ray irradiation of 300 roentgens was carried 
out for male BALB/c mice (7 weeks of age, purchased from 
Charles River Japan Inc.) by using an X-ray irradiation 
apparatus (MBR-1520, produced by Hitachi Medical 
Corporation). Then, the above SM-hG-CSF or SM-hG-CSF 
derivative was diluted with physiological saline, and was 
injected subcutaneously into the X-ray irradiated mouse. 
A few days after the injection, blood was sequentially 
collected from the murine vein of eyeground, and the 
platelet count was determined using an automatic cell 
counter. The platelet count of mouse was determined 
prior to the X-ray injection as a control. The change of 
the platelet count was calculated as a ratio (%) to the 
control. Also, the experiment was carried out using 5 
mice per group, and an average was used. 

The results are shown in Table 1 below. 
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TABLE 1 

Platelet production promotion effect 
in X-ray irradiated mouse 



! Sample 


Dose (ng) 


Day after the 
irradiation (Days) 


Mean platelet 
count (%) 


Untreated 




11 


36.8 


SM-hG-CSF 


1 


11 


45. 6 


SM-hG-CSF 
derivative 


0.2 


• 11 


39.9 


Untreated 




7 


40.9 


SM-hG-CSF 


• 1 


7 


48.2 


SM-hG-CSF 
derivative 


0.2 


7 


47.8 



Platelet production promotion effect was 
confirmed in both the SM-modified hG-CSF and the SM- 
modified hG-CSF derivative. 
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U.S. APPLICATION NO. 08/696,988 PATENT APPLICATION 

DECLARATION UNDER 37 C.P.R. §1.132 

I declare further that all statements made herein 
of my own knowledge are true and that all statements made 
on information and belief are believed to be true; and 
further that these statements were made with the 
knowledge that willful false statements and the like so 
made are punishable by fine or imprisonment, or both, 
under Section 1001 of Title 18 of the United States Code 
and that such willful false statements may jeopardize the 
validity of the application or any patent issuing thereon. 

Date -: m : Name : . . 

Motoo Yamasaki 
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BUDAPEST TREATY ON THE INTERNA- 
TIONAL RECOGNITION OF THE DEPOSIT 
OF MICROORGANISMS FOR THE PURPOSES 
OF PATENT PROCEDURE 

RECEIPT IN THE CASE OF AN ORIGINAL 
DEPOSIT 

issued pursuant to Rule 7.1 by the INTERNA- 
TIONAL DEPOSITARY AUTHORITY identified 
at the bottom of this page. 
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Escherichia coli ECfBD28 
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(FERM BP- 1 4 7 9 ) 



in. mmmi 
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305, JAPAN 
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TABLE 1 



Strain 


Plasnid 


Product of Plasnid 


SpPTifir. activity 
Unit/rag 


Specific 

GbULVXLy 


ECxTAl 






2.8 


X 


10' 


1.0 






G— CSF f Spr 1 \ 


4.0 


X 


10' 


1.8 






G— CSF f Ara 1 > 


3.7 


X 


10 d 


1.7 






G— <?£F f CI v 1 \ 


3.1 


X 


10* 


1.4 


ECXTL35 






2.9 


X 


10 B 


1 


ECIBBluI 






7.9 


X 


10' 


J . o 


ECXBC42B1 






5.1 


X 


10 9 


0 1, 

z * J 


£CrBC45 


pCx3(_40 




7.0 


X 


10' 


J • *. . 


ECfBC52 


pCiBC52 


G— CSF(NC:>2 ) 


6.2 


X 


10 8 


O O 

I . a 


ECfBC59 


pCxBC59 


G— CSr (NC39 ) 


5.9 


X 


10' 




ECfBC76 


PCfBC76 


G-CSF(NC76) 


6.2 


X 


10' 


2.8 


EClBC/7 


puXxtt. / / 


t-L3i ( / / ) 


7.7 


X 


10' 




ECfBC93 


pciBcy j 


G— L3X ( ) 


9.2 


X 


10' 


^ - « 


£CxBC95 


-of or' o R 
puXiiuy D 


b-V.Jf ( ) 


9.5 


X 


10' 




ECfBC97 


pCtBCS / 


G— C5r / ; 


8.6 


X 


10' 




ECfBD28 


PCTBDzo 


G— C5r (ND2o ) 


7.9 


X 


10 8 


J • Q 


ECfBD56 


pCiBDDO 


G— CSF (ND30 ) 


5.1 


X 


10' 


O 1 
Z • zr 


ECfBD82 


pCxBD82 


G-CSF(NDo2 ) 


4.6 


X 


10' 


4L m 1 


ECfTM14 


pCfTM14 


G-CSFCSer 1 , Cys 3 ) 


3.1 


X 


10' 


1.4 


ECf TM17 


PCfTM17 


G-CSF(Ser l , Arg 1 ) 


3.7 


X 


10' 


1.7 


ECfTM113 


pCfTMH3 


G-CSF(Ser\ Ser J ) 


2.9 


X 


io- 


1.3 


ECfTNS7 


PCfTNS7 


G-CSF{A1-4S) 


9.8 


X 


10' 


3.5. 


ECfTAArg4S 


pCfTAArg4S 


G-CSFlArg*, Ser 17 ) 


7.3 


X 


10' 


2.6 


ECfTNS301 


PCfTNS301 


G-CSF(Al-llS) 


3.9 


X 


10' 


1.4' 


ECfTNS401 


pCfTNS401 


G-CSF(A1-7S) 


7.0 


X 


10" 


2.5 


ECfTtfSSOl 


pCfTNS501 


G-CSF(A1-6S) 


5 6 


X 


10 8 


2.0 


ECfB028Al7 


pCfB028Al7 


G-CSF(ND28A17) 


8.7 


X 


10* 


3.1 


ECFB028T17 


PCFB028T17 


G-CSF(ND28T17) 


7.6 


X 


10' 


2.7 


ECfTN205 


pCfTNZOS 


G-CSF(A1«4) 


5.3 


X 


10' 


1.9 
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TABLE 2 



R A1 PheLeuLeuLys R* 2 LeuGluGlnValArgLyslleGlnGly 
AspGlyAl2L\laLeuGlnGluLysLeuCysAlaThrTyrLysLeuCys 
HiaProGluGluLeuValLeuLeuGlyHisSerLeuGlylleProTrp 
AlaProLeuSerSerCysProSerGlnAlaLeuGlnLeuAlaGlyCys 
LeuSerGlnLeuHisSerGlyLeuPheLeuTyrGlnGlyLeuLeuGln 
AlaLeuGiuGlylleSerProGluLeuGlyProThrLeuAspThrLeu 
GlnLeuAspVaUlaAspPheAlaThrTiirlleTrpGlnGlnMetGlu 
GluLeuGlyMetAlaProAlaLeuGlnProThrGlnGlyAlaMetPro 
- AlaPheAlaSerAlaPheGlnArgArgAlaGlyGlyValLeuValAla 
SerHisLeuGlnSerPheLeuGluValSerTyrArgValLeuArgHis 
LeuAlaGlnPro 

wherein R Ai represents amino acid residue, peptidyl group selected from the 
group of ThrProLeuGlyProAlaSerSerieuProGlnSer, 

SerProLeuGlyProAlaSerSerLeuProGlnSer, ArgProLeuGlyProAlaSerSerLeuProGlnSer, 
GlyProLeuGlyProAlaSerSerLeuProGlnSer, CysProLeuGlyProAlaSerSerLeuProGlnSer, 
AlaProThrArgSerAlaSerSerLeuProGlnSer, ThrProGluLysSerAlaSerSerLeuProGlnSer, 
ValProIleArgSerAlaSerSerLeuProGlnSer, CysProIleArgSerAlaSerSerLeuProGlnSer, 
TyrProIieArgSerAlaSerSerLeuProGlnSer, ArgProThrArgSerAlaSerSerLeuProGlnSer, 
ThrProThrArgSerAlaSerSerLeuProGlnSer, AsnProGluArgSerAlaSerSerLeuProGlnSer, 
HeProThrArgSerAlaSerSerLeuProGlnSer, SerProThrArgSerAlaSerSerLeuProGlnSer, 
AlaProSerAsnSerAlaSerSerLeuProGlnSer, AlaProProAsnArgGlySerSerLeuProGlnSer, 
SerProCysGlyProAlaSerSerLeuProGlnSer, SerProArgGlyProAlaSerSerLeuProGInSer, 
SerProSerGlyProAlaSerSerLeuProGlnSer, ThrProLeuArgProAlaSerSerLeuProGlnSer, 
ThrProLeuArgProAlaSerSerLeuProGlnSer, AlaProThrTyrArgAlaSerSerLeuProGlnSer, 
AlaProThrlyrArgAlaSerSerLeuProGlnSer, ProAlaSerSerLeuProGlnSer, Ser, 
SerLeuProGlnSer, SerSerLeuProGliiSer and ProAlaSerSerLeuProGlnSer or a 
peptidyl group which has Met in the N terminal of the peptidyl group, and 
R 42 repesents amino acid residue selected from the group of Cys, Ser, Ala 
and Thr. 
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Sir /Madam: 

I, Motoo Yamasaki, do declare and state that: 
I graduated from Tokyo Instituted of Technology 
in March, 1978, finished postgraduated Master course of 
Tokyo Institute of Technology in March, 1980 and have 
been employed since April, 1980 by Kyowa Hakko Kogyo Co., 
Ltd. , the assignee of the above-identified application. 
I worked at Tokyo Research Laboratories of the company in 
July, 1980. 

I studied at National Cardiovascular Center 
Research Institute from April, 1990 to July, 1991. 

I am a co-inventor of the above- identified patent 
application and am familiar with the Office Action dated 
February 24, 1998 in the above-identified application. 

In order to demonstrate the superiority of the 
present invention , the following comparative 
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experimentation was conducted by me or under my direct 
supervision. 

EXPERIMENTATION 
Influences of hG-CSF and chemically modified hG-CSF on 
the recovery of reduced platelets in total -body 
irradiating mice 
1 . Experimentation method 

Experimentation was carried out according to 
Experimental example 2 in the present specification as 
follows . 

Total -body irradiation (3Gy /mouse) was carried 
out for 5 male BALB/c mice (10 weeks of age) by using an 
X-ray irradiation apparatus (MBR-1520, Hitachi Medical 
Corporation, Tokyo) . 

The day after irradiation, intact-hG-CSF or 
chemically modified hG-CSF prepared by using the 
following chemical modifier (average molecular weight: 
about 20,000) according to Reference example 19 in the 
present specification was administered subcutaneous ly at 
a single dose of 0 to 1 \xg per mouse. PEG-modified G-CSF 
which was considered by the Examiner to be equivalent to 
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SM-modified G-CSF was used as the chemically modified G- 
CSF. Water and feed were available ad libitum. 

0 

0 

CH3(OCH2CH2)nOCH2CH 2 C-0-N 

; : o 

Blood was sequentially collected from the murine 
vein of eyeground, and the peripheral platelet count was 
determined using an automatic cell counter (F-820, TOA 
MEDICAL ELECTRONICS CO., LTD., Kobe). 

2 . Results 

The results are shown in Fig. 1 as attached 
herewith. The results of mice to which hG-CSF was 
administered are shown by — x — and — | — . The results of 
mice to which the chemically modified hG-CSF was 
administered are shown by — ■— and — A— . The results of 
mice untreated was shown by — ♦ — . 

In the mice to which hG-CSF or the chemically 
modified hG-CSF was not administered, the peripheral 
platelet count was apparently decreased, and became the 
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minimum on the ninth day. After then, it was gradually 
recovered. 

In the mice to which the chemically modified hG- 
CSF was administered, the peripheral platelet count was 
apparently recovered. On the other hand, in the mice to 
which hG-CSF was administered, such recovering effect 
could not be recognized. 

The results show that, although G-CSF has no 
platelet production promoting effect, chemically modified 
G-CSF has platelet production promoting effect. That is, 
the present invention can provide unexpected results . 
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I declare further that all statements made herein 
of my own knowledge are true and that all statements made 
on information and belief are believed to be true; and 
further that these statements were made with the 
knowledge that willful false statements and the like so 
made are punishable by fine or imprisonment , or both, 
under Section 1001 of Title 18 of the United States Code 
and that such willful false statements may jeopardize the 
validity of the application or any patent issuing thereon. 

Date : August 28. 1998 Name : ^^^^ 

Motoo Yamasaki 
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